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Figure S1
The Cas6 ribonuclease cleaves the Mtb CRISPR repeat sequence to generate crRNA.
(A) Cas6 (0.5 µM) was incubated with 50 nM 5'-FAM CRISPR repeat RNA at 37 °C for 5, 15, 45 min in 20 mM Tris, 100 mM potassium glutamate, pH 7.5 in the absence or presence of 5 mM divalent metal ions as indicated. Reactions were stopped by phenol-chloroform extraction. (B) Cas6 cleavage leaves a 3'-(cyclic) phosphate group. CRISPR repeat RNA (crRepeat, 5'-FAM labeled, 400 nM) was digested with 2 µM Cas6 for 1 h in the presence of Mg 2+ using the same reaction conditions as before. Phenol-chloroform followed by chloroform extraction provided the substrate for the E. coli Poly(A) polymerase (PAP, New England Biolabs) reaction. Polyadenylation was performed according to the manufacturer's instructions. In a parallel experiment, Cas6 was omitted. The CRISPR repeat RNA but not the Cas6 product can be 3'polyadenylated by PAP. This suggests that the reaction product has a cyclic 2',3'-phosphate, as observed for other Cas6 enzymes. This observation, together with the observation that calcium supports enhanced cleavage of the CRISPR repeat, suggests that the metal ion does not participate directly in catalysis but rather plays a role in stabilisation of the RNA substrate or RNA:protein complex. For these experiments, lanes labelled "Ref" show RNA before polyadenylation while -PAP and +PAP show RNA incubated in polyadenylation buffer in the absence and presence of Poly(A) polymerase, respectively. 
